incubated with a 20µL volume of ataxin-3(WT) or ataxin-3(UbS2*) (concentration indicated) for one hour on ice. Samples were then washed 3 times with 1mL of NETN and all buffer was removed after the final wash. 20µL of 1X laemli buffer was then added to the beads and samples were analyzed by SDS-PAGE/Western Blot. B) HeLa cells were transiently transfected with the indicated HA-tagged ataxin-3 constructs. To obtain approximately equal levels of ataxin-3 protein in the different groups, 2X more ataxin-3(UbS2*) construct was transfected compared to ataxin-3(WT), which was supplemented with empty vector. 48 hours later cells were harvested and HA-tagged ataxin-3 was immunoprecipitated with agarose-bound anti-HA antibody.
Shown are blots of endogenous Rad23A, endogenous Rad23B and transfected ataxin-3. UbS2 mutation was W87A. UbS2-mutated ataxin-3 was otherwise normal, and contained all of its lysine residues. Quantifications are from blots on the left and other similar experiments. P values are from Student T-tests. Means +/-standard deviation.
N=6 independently conducted experiments.
For co-IPs, HeLa cells were harvested in PBS and lysed in NETN lysis buffer supplemented with complete protease inhibitor cocktail (Sigma Aldrich). Lysates were spun for 20 minutes at 14,000XG at 4˚C, and subsequently incubated with anti-HA agarose (Sigma Aldrich), tumbling for 4 hours at 4˚C. Beads were rinsed gently three times with PBS, and bead-bound complexes were eluted using 2% SDS buffer supplemented with 100µM DTT at 95˚C for 5 minutes. Western blots from dissected fly heads expressing ataxin-3 with all of its domains intact, while simultaneously knocking down through RNAi the fly genes indicated in the panels.
Blots are from three independent experimental repeats. Fifteen fly heads per genotype were homogenized. Driver was gmr-Gal4 and all flies were heterozygous for driver, UAS-ataxin-3 and the specified UAS-RNAi line. Isogenic controls are to the left of the respective RNAi lines. RNAi lines for ubiquilin (HMS00949, HMS00860), SUMO (JF02869) and Nedd8 (HMS00818) were generated by the TRiP project at Harvard
Medical School, and were purchased from the Bloomington Drosophila Stock Center.
Flies were 1-3 days old. 
